Abstract
Background
Breast cancer is a heterogeneous disease. Based on gene expression profiling derived from complementary deoxyribonucleic acid (cDNA) microarrays, breast cancer is classified into distinct molecular subtypes, and this diversity is clinically useful in obtaining prognostic information [1] .
Treatment with neoadjuvant chemotherapy (NAC) increases the rate of breast-conserving surgery and reduces the risk of postoperative recurrence in patients with resectable breast cancer [2, 3] . In particular, pathological complete response (pCR) after NAC is an independent predictor of favorable outcome in human epidermal growth factor receptor (HER) 2-enriched and triple-negative breast cancer (TNBC) subtypes [4] [5] [6] [7] [8] [9] .
Although recurrence and metastasis remain the major problems in curative treatment [10] , some patients with recurrent breast cancer have a relatively good post-recurrence survival (PRS). PRS is primarily related to tumor biology, including intrinsic subtypes.
However, few studies have examined the relationship between intrinsic subtypes and the PRS of patients with recurrent breast cancer [11] [12] [13] [14] . This study aimed to evaluate the clinicopathological features and PRS according to intrinsic molecular subtypes of breast cancer in patients treated with NAC and subsequent curative surgery. To our knowledge, this study is the first to demonstrate the prognostic significance of immunohistological subtypes in patients with recurrent breast cancer after treatment with NAC and surgery.
Methods

Patients
This study included 237 patients with resectable, earlystage breast cancer diagnosed as stage IIA (T1, N1, M0 or T2, N0, and M0), IIB (T2, N1, M0 or T3, N0, and M0), or IIIA (T1-2, N2, M0 or T3, N1-2, and M0) treated with NAC between 2007 and 2015. Tumor stage and T and N factors were stratified based on the TNM Classification of Malignant Tumors, UICC Seventh Edition [15] . Breast cancer was confirmed histologically via core needle biopsy, or ultrasonography-guided vacuum-assisted biopsy. The tumor stage was determined via systemic imaging studies using computed tomography and bone scintigraphy. Tumors were classified into intrinsic breast cancer subtypes according to the immunohistochemical expression of estrogen receptor (ER), progesterone receptor (PgR), HER-2, and Ki-67. The cut-offs for ER and PgR positivity were both > 0% positive tumor cells with nuclear staining. Tumors with (1) 3+ HER2 on immunohistochemical staining, (2) HER2/centromere 17 ratio of ≥ 2.0 [16, 17] , and a (3) a Ki-67 labeling index of ≥ 14% tumor cells on nuclear staining, were considered to exhibit HER2 overexpression [18] . Meanwhile, tumors with a 2+ HER2 on immunohistochemical staining were analyzed further via fluorescence in situ hybridization.
All patients received a standard NAC protocol consisting of four courses of FEC 100 (500 mg/m 2 fluorouracil, 100 mg/m 2 epirubicin, and 500 mg/m 2 cyclophosphamide) every 3 weeks, followed by 12 courses of 80 mg/ m 2 paclitaxel administered weekly [19, 20] . Sixty-four patients had HER2-positive breast cancer and were administered additional [weekly (2 mg/kg) or tri-weekly (6 mg/kg)] trastuzumab during the paclitaxel treatment [21] . Chemotherapy was administered in the outpatient department. Therapeutic anti-tumor effects were assessed according to the Response Evaluation Criteria in Solid Tumors [22] . pCR was defined as the complete disappearance of the invasive compartment of the lesion with or without intraductal components, including the lymph nodes [2] . Patients underwent mastectomy or breast-conserving surgery after NAC. All patients who underwent breast-conserving surgery also underwent postoperative radiotherapy of the remnant breast. Relapse-free survival (RFS) was defined as the absence of all local, loco-regional, and distant recurrences. Conversely, PRS was defined as the time from tumor relapse to death from any cause. All patients were followed up via physical examination every 3 months, with ultrasonography every 6 months, and computed tomography and bone scintigraphy annually.
Ethics statement
This study was conducted at Osaka City University Graduate School of Medicine, Osaka, Japan, according to the Reporting Recommendations for Tumor Marker Prognostic Studies guidelines and following a retrospectively written research, pathological evaluation, and statistical plan [23] . The study protocol was approved by the Ethics Committee of Osaka City University. Written informed consent was obtained from all subjects (#926).
Statistical analyses
Statistical analyses was performed using the JMP13 software program (SAS Institute, Cary, NC, USA). The associations between intrinsic breast cancer subtypes and clinicopathological variables were evaluated using the χ 2 test (or Fisher's exact test when necessary). The KaplanMeier method was used to estimate RFS and PRS. The association between breast cancer subtypes and survival was analyzed via Kaplan-Meier plots and log-rank testing. The Cox proportional hazards model was used to compute univariate and multivariate hazards ratios (HR) for the study parameters with 95% confidence interval (CI). A p value of < 0.05 was considered significant.
Results
Analyses of all breast cancer patients
The correlation between clinicopathological features and each intrinsic subtype is presented in Table 1 . A total of 237 patients were included in this study. Among these, 93 (39.2%), 21 (8.9%), 43 (18.1%), and 80 (33.8%) had estrogen receptor-positive HER2-negative (luminal), luminal-HER2, HER2-enriched, and TNBC, respectively. Evaluation based on clinicopathological features showed that the pCR rate was significantly higher in patients with HER2-enriched breast cancer and TNBC (p = 0.001). The median follow-up period for RFS was 4.2 years (range 0.1-10.0 years). RFS was not significantly different in each subtype (p = 0.784, log-rank) (Fig. 1a) , and it was also significantly longer in patients who achieved pCR than those who did not (p = 0.018, log-rank) (Fig. 1b) . In univariate analysis, RFS exhibited a significant relationship with Ki-67 (HR 0.553, 95% CI 0.325-0.945, p = 0.031) and pathological response (HR 2.046, 95% CI 1.143-3.891, p = 0.015). Multivariate analysis revealed that Ki-67 (HR 0.548, 95% CI 0.300-0.991, p = 0.047) and pathological response (HR 1.886, 95% CI: 1.005-3.803, p = 0.048) were independent prognostic factors for recurrence (Table 2) .
Additionally, we investigated the prognostic factors for RFS in each breast cancer subtype. Among the 93 patients with luminal type, no significant difference was observed in RFS according to pathological response (p = 0.731, log-rank) (Fig. 1c) . In univariate analysis, no clinicopathological feature correlated significantly with RFS. Meanwhile, multivariate analysis revealed that lymph node (HR 4.842, 95% CI 1.336-31.230, p = 0.013) and Ki-67 (HR 0.336, 95% CI 0.119-0.906, p = 0.031) were independent prognostic factors for recurrence (Table 2) . Among the 43 patients with HER2-enriched breast cancer, no significant difference was noted in RFS in relation to pathological response (p = 0.506, log-rank) (Fig. 1d) . In univariate and multivariate analyses, there was no independent prognostic factor for recurrence in this study (Table 2) . Among the 80 patients with TNBC, RFS was significantly longer in patients who achieved pCR than those who did not (p = 0.005, log-rank) (Fig. 1e) . In univariate analysis, only pathological response (HR 4.251, 95% CI 1.557-14.857, p = 0.004) was significantly correlated with RFS. Multivariate analysis also revealed that only pathological response (HR 5.013, 95% CI 1.612-19.386, p = 0.004) was an independent prognostic factor for survival. Because the number of patients with luminal-HER2 breast cancer was small (n = 21), statistical analyses were not performed ( Table 2) .
Analyses of patients with recurrence after surgery
Among the 237 patients, 55 relapsed after surgery. The correlation between clinicopathological features and each intrinsic subtype is presented in Table 3 . Among the 55 patients who relapsed, 23 (41.8%), 3 (5.4%), 9 (16.4%), and 20 (36.4%) had luminal, luminal-HER2, HER2-enriched, and TNBC, respectively. Evaluation based on clinicopathological features revealed that there was no significant correlation between each intrinsic subtype and any clinicopathological parameter, including pCR (p = 0.306). The median follow-up period for PRS was 1.5 years (range 0.1-7.9 years). Although PRS was the worst in patients with TNBC, it was not significantly different in each subtype (p = 0.397, log-rank) (Fig. 2a) . PRS was also significantly longer in patients who achieved pCR than those who did not (p = 0.021, log-rank) (Fig. 2b) . In univariate analysis, PRS exhibited a significant relationship (Table 4) . Among the 23 patients with luminal type, PRS was significantly longer in patients who achieved pCR than those who did not (p = 0.031, log-rank) (Fig. 2c) (Table 4) . Among the 20 patients with TNBC, there was no significant difference in PRS in relation to pathological response (p = 0.329, log-rank) (Fig. 2d) . In univariate analysis, only .473, p = 0.048) were independent prognostic factors for survival. Because the number of patients with luminal-HER2 (n = 3) and HER2-enriched (n = 9) breast cancer was small, statistical analyses were not performed (Table 4) .
Discussion
Classification of breast cancer intrinsic subtypes is useful in the prediction of therapeutic response and prognosis, mainly for the primary tumor. However, there have been few studies that stratify patients with recurrent breast cancer by intrinsic subtype [11] [12] [13] [14] . These studies reported that ER-negative breast cancer or TNBC was significantly associated with poor prognosis. However, these investigations were not examined by each intrinsic subtype of breast cancer. In our study, among 20 TNBC patients with recurrence, low Ki-67 and metastatic site (local or bone) were significantly associated with good prognosis. In addition, although these studies included patients who were not treated with NAC, NAC is the gold standard of care for breast cancer. Our study is the first to investigate the prognostic factor of recurrent breast cancer after treatment with NAC and surgery in all intrinsic subtypes. In the present study, patients with HER2-enriched breast cancer and TNBC had significantly higher pCR rates among all the patient groups. In particular, RFS after NAC and surgery was significantly longer for patients with TNBC who achieved pCR. Because some previous studies suggested that the treatment response of highly malignant breast cancers, namely, HER2-enriched breast cancer and TNBC, is related to the number of tumor-infiltrating lymphocytes, both are considered to have high immunoactivity [24] [25] [26] [27] . However, among patients who relapsed after surgery, no association between each subtype and clinicopathological features was found, including pathological response. Additionally, PRS was significantly better for patients with luminal breast cancer who achieved pCR, but not for those with TNBC. Luminal breast cancer comprises epithelial cells and has low invasion capability, whereas TNBC comprises mesenchymal cells, and has high invasion and migration capabilities [28, 29] . Compared to that of the primary tumor, relapsed breast cancer after NAC and surgery often acquires resistance to chemotherapy; thus, the prognosis may depend on the degree of invasion or migration rather than immunoactivity.
In terms of metastatic sites at relapse, distant metastasis, such as the liver or lung, excluding bone, is considered life-threatening and is often treated with chemotherapy based on the first-line regimen [30] . Even in our study, the metastatic site was an independent prognostic factor for both the luminal and TNBC subtypes. A recent study reported that disease-free interval was significantly associated with PRS, particularly in luminal breast cancer [31] . However, in this study, there was no relationship between RFS and PRS for both luminal breast cancer and TNBC. The reason for this inconsistent result may be that we only analyzed patients treated with NAC. Future studies may find that cyclin-dependent kinase 4/6 inhibitors (palbociclib, ribociclib, and abemaciclib) could be an effective treatment modality for cases of recurrent luminal cancer that did not achieve pCR.
In the present study, patients were classified into subtypes according to findings from core needle biopsy before NAC, while it has been reported that the receptor status of the relapsed breast cancer after NAC may change [32, 33] . Re-biopsy after recurrence is recommended because it may improve information for creating an individualized treatment plan [16] . However, re-biopsy of distant recurrence is often difficult, including the brain or bone, and we did not analyze it in this study. Instead of core needle biopsy of the tumor, liquid biopsy, such as of circulating tumor cells, cell-free DNA, and tumor-derived exosomes, is likely to influence the treatment strategy in the future [34, 35] . A potential limitation of the current study is that we did not evaluate luminal-HER2, and HER2-enriched breast cancer in detail because of the small sample size of our study. Further prospective cohort studies are therefore needed to address these limitations.
Conclusions
This study is the first to investigate the PRS of patients treated with NAC and subsequent curative surgery in each intrinsic molecular subtype. It is important to separately evaluate the prognostic factors for each intrinsic subtype in patients with recurrent breast cancer following NAC and surgery. 
